Abstract: Ionic liquids (ILs) have advanced a variety of applications, including matrix-assisted laser desorption/ionization-mass spectrometry (MALDI-MS). ILs can be used as matrices and solvents for analyte extraction and separation prior to analysis using laser desorption/ionization-mass spectrometry (LDI-MS). Most ILs show high stability with negligible sublimation under vacuum, provide high ionization efficiency, can be used for qualitative and quantitative analyses with and without internal standards, show high reproducibility, form homogenous spots during sampling, and offer high solvation efficiency for a wide range of analytes. Ionic liquids can be used as solvents and pseudo-stationary phases for extraction and separation of a wide range of analytes, including proteins, peptides, lipids, carbohydrates, pathogenic bacteria, and small molecules. This review article summarizes the recent advances of ILs applications using MALDI-MS. The applications of ILs as matrices, solvents, and pseudo-stationary phases, are also reviewed.
Introduction
Room-temperature ionic liquids (RTILs) are salts with melting points at/below room temperature [1, 2] . Dialkylimidazolium chloroaluminate may be considered as the first reported RTILs [3] . The typical chemical structure of ionic liquids (ILs) contains a nitrogen or phosphorus organic cation and an organic/inorganic anion [1, 2] . These combinations provide a plethora of different RTILs [4] . Suitable combination of anions and cations provide ILs with achiral chiral properties [5] . The properties of the cations and anions moieties govern the chemistry of ILs [6] . The properties of the anion moieties influence the hydrogen bond basicity of ILs, while the properties of the cation moieties influence π-π interactions and in some cases the hydrogen bond acidity. Ionic liquids can be used for green processing industry [7] , synthesis of nanomaterials [8] , as solvents for clean synthesis [1] , catalysis [9] , supercapacitors [10] , electronic and bioelectronic nose instruments [11] .
Ionic liquids have been used in analytical applications [12] [13] [14] [15] , including separation [16] [17] [18] , as solvents for headspace gas chromatography [19] , liquid chromatography (LC), and capillary electrophoresis (CE) [20] , as stationary phases (ILSPs) [21] , extraction [22] [23] [24] [25] , electrochemical-based sensors [26] , and as ion-pairing reagents for the analysis of trace anions using electrospray ionizationmass spectrometry (ESI-MS) in the positive mode [27] [28] [29] . The addition of imidazolium-based ILs (1-ethyl-, 1-butyl-and 1-hexyl-3-methylimidazolium chloride) to the mobile phase prevents the access of analytes to the free silanols and improves the peak's shape [30] . Ionic liquids such as 1-butyl-3-methylimidazolium tetrafluoroborate offers green additives compared to other reagents such as triethylamine and shows higher performance for the analysis of β-blockers [31] .
1.
Effective ionic liquid matrices (ILMs) usually should have high absorption at the same wavelength of the laser radiation. 2.
They should have capability to protonate (positive mode) or deprotonate (negative mode) the target analyte. 3.
They should effectively ionize the target analyte. 4.
They should effectively ionize all analytes in a mixture without or with minimal ion suppression. 5.
They should cause no fragmentation of the analytes. 6.
They should form no adduct species with the investigated analytes. 7.
They should be miscible with the analyte solution and co-crystalize with the investigated analytes. 8.
They should ensure high reproducibility with very low relative standard deviation (RSD) from spot to spot. 9.
They should cause no change in the chemical structure of the investigated analyte. 10. They should be cheap and nontoxic.
Ionic Liquids-Assisted Laser Desorption/Ionization Mass Spectrometry
Armstrong et al. introduced RTILs as matrices for MALDI-MS [78] . Room temperature ionic liquids should have high absorption of the laser irradiation and be able to undergo proton transfer with the analyte. They can be used for a wide range of analytes, including proteins, peptides, oligonucleotides, carbohydrates, lipids, and small molecules [79] .
Ionic Liquids-Assisted Laser Desorption/Ionization-Mass Spectrometry Applications for Proteins
Ionic liquids have been applied as matrices for proteins analysis using MALDI-MS. Several ILs based on conventional organic matrices were reported for the analysis of proteins including glycoproteins (Table 1) [80, 81] . Ionic liquids were tested for both positive and negative ion extraction modes [82] . Ionic liquids improved the analytical performance and increased the sequence coverage of protein digests obtained using peptide mass mapping (PMM) [83] . They improved protein identification using peptide mass fingerprinting (PMF) [84] . They offered higher matches scores and increased sequence coverage. Ionic liquids consisting of 2,5-dihydroxybenzoic acid (DHB) and aniline were used for N-linked glycans derived from human and bovine α1-acid glycoprotein, as well as chicken egg white albumin [85] . Among different ILs, 3,5-dimethoxycinnamic acid triethylamine (SinTri) showed high performance for the analysis of high-molecular-weight proteins such as immunoglobulin G (IgG) [86] .
Analysis of proteins using ILMs offers a low limit of detection (LOD), in the range fmol-attomol. Ionic liquids matrices induce no denaturation of the protein or ion suppression, and they can be used to detect proteins in a complex biofluid. The spectra usually show the signal molecular ion peak of the intact protein without or with very low fragmentation. Ionic liquids matrices form no adducts with the analyzed proteins. 
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Maltohexaose, maltoheptaose, dextran 2000 (D2000) and dextran 4000 (D4000), 1-Kestose (GF2), nystose (GF3) and 1,1,1-kestopentaose (GF4) N,N-diisopropylethylammonium α-cyano-4-hydroxycinnamate, and N-isopropyl-N-methylt-butylammonium α-cyano-4-hydroxycinnamate were tested as matrices to assist desorption ionization process for peptides (Table 1 ) [96] . The storage of peptides in a solution of in CHCA/3-acetylpyridine and CHCA/aniline caused no oxidation compared to a conventional organic matrix CHCA [112] . CHCA/2-amino-4-methyl-5-nitropyridine and CHCA/N,N-dimethylaniline (CHCA/DANI) offered direct analysis of peptides in tissues [113] .
The analysis of phosphopeptides using ILs was investigated. A solid ionic liquid matrix (SILM) consisting of 3-aminoquinoline, CHCA, and ammonium dihydrogen phosphate was used for phosphopeptide analysis [22] . Solid ionic liquid matrix can be used to replace salts and buffer exchange solution that typically follow after phosphopeptide elution from metal oxide affinity chromatography (MOAC) materials [22] . The compounds 1,1,3,3-tetramethylguanidium (TMG) and 2,4,6-trihydroxyacetophenone (THAP), denoted as GTHAP, showed selective ionization of phosphopeptides in the negative ion mode of MALDI-MS [108] . GTHAP showed high tolerance to the presence of salts [108] . Combination of the proton sponge 1,8-bis(dimethyl-amino)naphthalene (DMAN), 6-aza-2-thiothymine (ATT), and diammonium hydrogen citrate (DHC) improved the detection of phosphopeptides, showed lower LOD, reduced signal suppression effects, and improved position-to-position reproducibility [109] .
Ionic liquids were applied for the analysis of N-linked oligosaccharides [102] , disaccharides, sucrose octasulfate, octasulfated pentasaccharides, Arixtra [105] , glycans [97] , glycosaminoglycans (GAG) polysaccharides [98] , and pullulans (polysaccharide polymers consisting of maltotrioseunits, 100 kDa) ( Table 1 ) [103] . Anion-doped liquid matrix G3CA, which consists of p-coumaric acid, and 1,1,3,3-tetramethylguanidine, was applied for the analysis of anion-adducted N-glycans [107] . Among different ILMs, N,N-diisopropylethylammonium α-cyano-4-hydroxycinnamate and N,N-diisopropylethylammonium ferulate were the best matrices for the analysis of carbohydrates using MALDI-MS [96] . The 1,1,3,3-tetramethylguanidium (TMG) salt of CHCA (G2CHCA) showed no degradation of sulfated oligosaccharides and offered high sensitivity (e.g., 1 fmol) in both ion extraction modes, i.e., positive and negative modes [82] . ILMs consisting of 2-(4-hydroxyphenylazo)benzoic acid (HABA) with 1,1,3,3-tetramethylguanidine or spermine improved the analysis of heparin (HP) and heparin sulfate (HS) that have poor ionization efficiency [110] . DHB-dimethylaniline (DMA) was applied for the analysis of polysaccharides, such as neutral, anionic, methylated, sulfated, and acetylated compounds [114] . ILMs were also reported for mass spectrometry imaging (MSI) of gangliosides [115] . The choice of ILs such as butylamine 2,5-dihydroxybenzoate (DHB-BuN) improved the reproducibility and quantification analysis as well as imaging of oligosaccharides present in soybean and leaves [116] .
Ionic liquid matrices showed high ionization efficiency for poor-ionization analytes [110] . ILMs offered no degradation of thermal labile oligosaccharides or DNA oligomers (Table 1 ) [117] . They showed also high sensitivity in both negative and positive ion extraction modes [82] .
Ionic liquid matrices consisting of the ultraviolet (UV)-absorber p-nitroaniline with the protonating agent butyric acid were reported for the analysis of lipids (Table 1 ) [118] . ILMs were applied for the analysis of phospholipids (PLs) [93] , lipid imaging [119] , and phospholipids imaging in mouse liver and cerebellum tissue sections [120] . ILMs produced high signal intensities, improved spot homogeneity, provided high reproducibility, and showed low LOD (Table 1 ) [93] .
Ionic Liquid-Assisted Laser Desorption/Ionization-Mass Spectrometry Applications for Small Molecules
Conventional organic matrices cause usually interference signals in low mass range (m/z < 1000 Da) due to self-ionization. The presence of the matrix ion peaks complicates the spectra and may lead to peaks overlap. Triethylammonium α-cyano-4-hydroxycinnamate and diisopropylammonium α-cyano-4-hydroxycinnamate offered direct analysis of 14 pharmaceutical drugs in different formulations, such as coated tablets, noncoated tablets, capsules, and solutions [91] . These peaks can cause also ion suppression of the investigated analytes.
Ionic liquid matrices (ILMs) of mefenamic acid and bases (aniline (ANI), pyridine (Pyr), dimethylaniline (DMANI), and 2-methylpicoline (2-P)) were applied for the analysis of small molecules, including drugs, carbohydrates, and amino acids [106] . ILMs were also applied for the analysis of aflatoxins B1, B2, G1, and G2 [99] , and carbonaceous compounds [121] . The compound 2-aminopentane (AP)-CHCA was used for quantitative analysis of N-acyl homoserine lactones (AHL) in the low pico-molar range, with lower limits of quantification (LOQ) from 1-5 pmol for different AHL [92] .
Selected ammonium-, phosphonium-, and sulfonium-based ILMs and bis(trifluoromethylsulfonyl) imide as a counter ion were applied for the analysis of lubrication specimens [122] . Formation of pyrylium salts in brain tissue sections offered the imaging of primary amines [123] . The 2,4-diphenyl-pyranylium ion can be used for derivatization of primary amines such as dopamine (DA) in coronal tissue sections.
The analysis of small molecules using ILMs is promising. ILMs show very few or no interference peaks in the low mass range (<1000 Da). The choice of a suitable base conjugate may suppress the ion peaks of the conventional organic matrices, with low or no negative impact on the ionization of the target analytes. Thus, ILMs show interference-free spectra for the analysis of small molecules. ILMs show no adducts peaks, and that leads to an accurate determination of the molecular weight. The ionization efficiency of small molecules usually is higher than the ionizability of molecules with large molecular weight. ILMs show effective ionization of both species in a mixture without any ion suppression for large-molecular-weight molecules.
Ionic Liquid-Assisted Laser Desorption/Ionization-Mass Spectrometry Applications for Polymer and Pathogenic Bacteria
N,N-diisopropylethylammonium α-cyano-4-hydroxycinnamate (DEA-CHCA) was used for the characterization of polar biodegradable polymers [124] . DEA-CHCA offered the greatest signal with the smallest laser power and negligible polymer degradation. Ionic liquid matrices were also applied for aliphatic biodegradable photoluminescent polymers [125] . They were also used for the analysis of lubricant residue polydimethylsiloxane standards (PDMS2000, PDMS6000, PDMS9000, PDMS17000) of condom lubricants in biological fluids [94] . A comparison between six conventional matrices with and without potassium and six ILMs, namely, trans-2-[3-(4-tert-butylphenyl)-2-methyl-2-propenylidene]malononitrile (DCTB) DCTB-triethylamine (TEA), DCTB-butylamine (BA), DHB-BA, CHCA-TEA, CHCA-N,N-diisopropylethylamine (DEA), and sinapinic acid (SA)-TEA, was reported for the analysis of poly(ethylene glycol) (PEG), polytetrahydrofuran (PTHF), and poly(methyl methacrylate) (PMMA) [126] . The authors reported that common organic matrices are superior to ILMs for some polymer species [126] . They claimed that the low efficiency of ILMs is due to the lower UV absorption values [126] . Ionic liquid matrices were also used for imaging synthetic polymer samples [127] .
The analysis of polymers using MALDI-MS is challenging because of the poor ionization and high molecular weight of polymers. Ionic liquid matrices should cause no degradation of the polymers and produce a single peak corresponding to the molecular ion. Thus, the parent molecular ion peak of the intact polymer can be detected. They should produce a sharp peak with very small width at half maximum.
Abdelhamid et al. reported two series of ILMs using organic matrices sinapinic acid and 2,5-DHB in conjugation with the organic bases aniline (ANI), dimethylaniline (DMANI), diethylamine (DEA), dicyclohexylamine (DCHA), pyridine (Pyr), and 2-picoline (2-P), 3-picoline (3-P) for the analysis of pathogenic bacteria species [128] . ILMs enhanced the signals for bacteria biomolecules species and improved spot homogeneity. A series of ILMs of mefenamic acid and bases (ANI, Pyr, DMANI, and 2-P) was used to detect bacteria toxins without separation or any pretreatment steps [106] . 1-butyl-3-methylimidazolium hexafluorophosphate was used to capture bacteria cells from yogurt samples prior to analysis using MALDI-MS [129] . The separation procedure is simple, and offers higher sensitivity compared to the direct analysis [129] .
The analysis of intact bacteria using ILMs is promising for biomedical studies. The analysis of bacteria cells using MALDI-MS requires a very short time (<5 min) compared to conventional methods such as bacteria culture that needs several days. The method offers high-throughput analysis and can be used in real analyses in hospitals and medical clinics. The use of statistical analyses combining MALDI-MS showed high accuracy and good precision for bacteria identification. The analysis of bacteria using MALDI-MS is simple, fast, accurate, and high-throughput. However, the quantification analysis is a challenge. The bacteria mass profiles are usually influenced by time and sample preparation. A few ILMs appeared suitable for the analysis of proteins or biomarkers with high molecular weights.
Imaging Using Ionic Liquid Matrices
Ionic liquid matrices were applied for MALDI-MS imaging (MALDI-MSI) of lipids [119] , phospholipids in mouse liver and cerebellum tissue sections [120] , protein distribution and identification within formalin-fixed paraffin-embedded (FFPE) tissue sections [130] , gangliosides [115] , and oligosaccharides in soybean and leaves [104] . MALDI-MSI using ILMs allows the study of protein distribution and identification directly within tissue sections [130] , and improve the reproducibility of the results [104] .
Quantitative Analysis Using Ionic Liquid Matrices-Assisted Laser Desorption/ Ionization-Mass Spectrometry
Quantification analysis using MALDI-MS is a challenge due to the signal fluctuations. A few studies were reported for quantification analysis using MALDI-MS (Table 1) . For successful quantification analysis, Wang and Giese summarized 18 recommendations for the quantitative analysis of small molecules using MALDI-MS [131] . ILMs offered many advantages that are absent in conventional organic matrices. Thus, they are promising for quantification analysis.
Tholey et al. reported the quantification analysis of a low-molecular-weight compound (i.e., glutamine) using ILMs and an internal standard [111] . ILMs were tested as matrices for the quantification of oligodeoxynucleotides (ODNs), peptides, small proteins [87] , sialylated glycans [100] , N-acyl homoserine lactones (AHL) [92] , and phosphatidylcholine (PC) in mouse brain tissue [89] . Out of 27 combinations of acids and bases, ILMs of CHCA and 3-aminoquinoline or N,N-diethylaniline were the best choices for peptide quantification [95] .
The quantification analysis of peptides without internal standards was also reported [132] . The data showed a linear correlation between peptide amounts and signal intensities. This advantage offered the monitoring of the time-dependent evolution of substrates and products in trypsin-catalyzed digests of single peptides and peptide mixtures [132] . The quantification analysis of a mixture shows that ILMs effectively ionize the mixture molecules without any observable ion suppression.
Factors Influencing the Analysis Using Ionic Liquid Matrices
There are several key parameters that influence the analysis using ILMs for MALDI-MS. Thus, there is no general rule to predict the performance of the ILMs. Furthermore, the gaps in knowledge about MALDI ionization behavior make the prediction of ILMs performance for a specific sample difficult a priori. The following points highlight some of these influencing parameters.
Types of Ionic Liquid Matrices and Analytes
The performance of ILMs varies depending on the types of ILMs and analytes. Thus, some reports showed comparable or increased sensitivities [90, 113, 127] , whereas others studies reported a decrease in the sensitivities [129, 133] . The best ILMs can be used for the selective analysis of species such as phosphopeptides in peptide mixtures and in proteolytic digests using negative ion mode [108] .
Cool and high salt-tolerant ILMs G3THAP was considered as the best choice for the preferential ionization of phosphopeptides for negative ion mode [108] . G3THAP showed very low ion suppression caused by nonphosphopeptides for phosphopeptides [108] .
Preparation of Ionic Liquid Matrices
Ionic liquid matrices are usually prepared by mixing the solution of a conventional organic matrix with molar equivalents of a counter base. The type and acid:base molar ratio influence the performance of ILMs. Thus, these parameters require optimization.
The physicochemical properties of the base conjugates influence the performance of ILMs. Thus, the selection of the optimal base conjugate is critical. The effect of the base type using pyridine, aniline, N,N-dimethylaniline, and n-butylamine (BuN) for the conventional organic matrix was studied for the analysis of oligosaccharides [104] . The authors found that BuN improved the performance of DHB compared to the other bases [104] .
The molar ratio of organic matrix to base influences the performance of ILMs. The analysis of N-acyl homoserine lactones (AHL) using ILMs of CHCA and mono/di-amount of 2-aminopentane (AP) werereported [92] . The data showed that the ILMdi-AP-CHCA containing a double molar excess of base offered the best results in terms of quality of the MALDI spectra [92] . However, it was found that the ILM consisting of a TMG-THAP (G3THAP) ina molar ratio of 3:1 was the best choice for high performance for phosphopeptide analysis [108] .The acid to base molar ratio affects the ionization of the investigated analyte as protonated or as adduct ions peaks [92] . The acid to base molar ratio from stoichiometric to nonstoichiometric can be also investigated to improve the fluidic characteristics of ILMs [95] .
Sample Preparation
There are several methods for sample preparation for MALDI-MS [116] . Most of ILMs do not solidify after solvent evaporation [23] . Thus, they tend to form homogeneous spots and offer high reproducibility compared to conventional organic matrices. However, the choice of sample preparation influences the performance of the ILMs [128] . Abdelhamid et al. tested several methods, including the dried-droplet method and the double-layer method [128] . They observed that both methods were not suitable for the analysis of bacteria species. They found that the addition of a drop of ILMs on the two spots of bacteria species improved the performance of the tested ILMs for the analysis of pathogenic bacteria [128] . The sample preparation influences the spot properties and the analysis performance.
Solvent
The choice of solvent influences the deposition and crystallization for dried-droplet sample deposition [134] . The solvent affects the evaporation rate of the matrices and the spot homogeneity. Water is the common solvent; however, solvents such as methanol, ethanol, or acetonitrile were also investigated.
Additives
The additives, such as potassium trifluoroacetate (KTFA), which served as a cationization agent [126] , play also a key role in the performance of ILMs. The excess of KTFA dissipated any overrepresentation of high-molecular-weight polymer species [126] . Other additives, including trifluoroacetic acid (TFA), phosphoric acid (PA) [135] , and ammonium dihydrogen phosphate (ADP) [136] , were also reported. These additives improved the ionization efficiency of ILMs. Furthermore, it was reported that the addition of PA to G3THAP reduced the background noise for the analysis of phosphopeptides [108] . The role of these additives is unknown, and in most cases their choice is a trial-and-error experiment.
Impurities
The presence of impurities in a sample, especially in biological samples such as tissues, influences the ionization performance of ILMs [89] . Tissues are often contaminated with undesired reagents, such as alkali metal salts, choline and its derivatives, etc., that may cause ion suppression. Thus, impurities render the quantification of phosphatidylcholine (PC) in mouse brain tissue a difficult task [89] . Further steps to eliminate most of the polar contaminants and some nonpolarones are usually necessary. Park et al. overcame this challenge by washing the tissue samples with water [89] . The impurities consisting of alkali species are inevitable and may affect the ionization of the target analyte and thus produce ion peaks as alkali adducts.
Instrumental Parameters
Instrumental parameters, including the type of laser, detector, mode of detection (positive or negative modes), and detectors, affect the performance of ILMs (Table 1 ).
Principles and Mechanisms of Ionization Using Ionic Liquid Matrices
The mechanism of the ionization using conventional organic matrices or ILMs is unknown. However, there are several proposed mechanisms to explain the ionization process [137, 138] . It is important to keep in mind that the ionization using MALDI-MS cannot be explained using a single mechanism. However, the ion formation mechanism can be classified into:
(1) Primary ion formation, including multiphoton ionization (MPI), pooling, excited-state proton transfer (ESPT), disproportionation, thermal proton transfer [139, 140] , and spallation. (2) Secondary ion formation, including H + transfer, e -capture and H + transfer, cationization, e -transfer, and ejection [138] . (3) The "Lucky Survivor" model; this model claims that the ionization take places in the solution, and the ionized species retain their solution-state charge and exist as preformed ions within the solid state matrix [141] . (4) Ionization due to solid-to-gas phase transition: this mechanism was proposed for the ionization induced in infrared (IR)-MALDI [142] . This model was also suggested for UV-MALDI that involves ionization without an obvious contribution from electronic excitation [142] .
The ion formation mechanism depends on many parameters including the laser properties [143] , such as wavelength (infrared or UV-laser), photon energy, energy density (J/cm 2 ), laser irradiance (W/cm 2 ), incident angle of the laser beam, laser exposure time, matrix type, analyte ionizability, additives, impurities, and sample preparation methods.
These proposed mechanisms were reported for conventional organic matrices that should have absorption matching the wavelength of the laser. They are also valid for ILMs. However, it is important to mention that the proton transfer can be assisted by the base moieties, as shown in Figure 1 .
Figure 1. Proton transfer between conventional organic matrices (left) or ionic liquids matrices (right)
and an analyte for matrix assisted laser desorption/ionization mass spectrometry.
Advantages of Ionic Liquid as Matrices
Ionic liquid matrices offer several advantages compared to conventional organic matrices and nanoparticles. ILMs have shown higher sensitivity compared to the corresponding organic matrices. In a study, the presence of a weak base enhanced the sensitivity [144] . ILMs offer high signal-to-noise ratios, reduction of chemical noise, and reduced formation of alkali adducts [145] . The detection sensitivity using ILMs is in the range of fmol-attomol (Table 1) . ILMs, in most cases, require no sample pretreatment or preconcentration.
Ionic liquid matrices improve the ionizability of analytes with poor ionization efficiencies. Polyanionic oligosaccharides, including dermatan sulfate (DS) and chondroitin sulfate (CS), have poor ionization efficiencies. Thus, they usually require derivatization to improve their ionization. A guanidinium salt of CHCA offered the direct analysis of underivatized DS and CS oligosaccharides up to a decasaccharide. ILMs are suitable for the analysis of a mixture containing oligosaccharides with different numbers of sulfogroups [146] .
Ionic liquid matrices can be also used for species that face ionization suppression in the presence of high ionization analytes. The compound 1,1,3,3-tetramethylguanidinium 2,4,6-trihydroxyacetophenone (GTHAP) was used for the analysis of glycopeptides and glycans, in the presence of peptides [147] . ILMs overcame the well-known ionization suppression of the carbohydrates.
Adducts formation of analytes with alkali ions sodium or potassium sometimes causes ambiguity. It has been reported that the analysis using ILMs showed no peaks related to adduct species. Water-immiscible ILs was the best choice for analytes with low molecular weight. In contrast, proteins showed the best results in water-miscible ILMs [148] .The ionization efficiency of ILMs could be improved by the addition of matrix additives, including trifluoroacetic acid (TFA) and phosphoric acid [135] .
Because of their high solvation capabilities, ILMs dissolve a wide number of different analytes. ILMs offered homogenous spots compared to conventional organic matrices [149] . Thus, they offered better shot-to-shot reproducibility. The sample homogeneity can be increased by additives such as TFA or phosphoric acid. The formation of homogenous spots decreases the time employed 
Because of their high solvation capabilities, ILMs dissolve a wide number of different analytes. ILMs offered homogenous spots compared to conventional organic matrices [149] . Thus, they offered better shot-to-shot reproducibility. The sample homogeneity can be increased by additives such as TFA or phosphoric acid. The formation of homogenous spots decreases the time employed to search hot spots. Thus, ILMs can be used for microfluidic sample deposition [23] . ILMs showed no solidification during the spotting and caused no formation of sweet or hot spots.
The fragmentation of large molecules may be caused by the high laser energy or the acidity-basicity of the conventional matrices. ILMs showed low or no fragmentation [78] . Conventional organic matrices cause thermal fragmentation of polyanionic oligosaccharides through the loss of sulfur trioxide (SO 3 ) groups [90] . Thus, oligosaccharides are usually derivatized to suppress the fragmentation. A guanidinium salt of CHCA allowed the direct analysis of underivatized oligosaccharides with very low fragmentation. Suitable ILMs could significantly suppress fragmentation [90] .
Conventional organic matrices lack high reproducibility compared to ILMs (Figure 2 ). The ion intensities of the oligosaccharide maltoheptaose using 2,5-DHB butylamine (DHBB, black squares) showed stable signal intensities and low relative standard deviation compared to the corresponding signals obtained with a conventional matrix DHB (grey circles) (Figure 2) to search hot spots. Thus, ILMs can be used for microfluidic sample deposition [23] . ILMs showed no solidification during the spotting and caused no formation of sweet or hot spots.
The fragmentation of large molecules may be caused by the high laser energy or the acidity-basicity of the conventional matrices. ILMs showed low or no fragmentation [78] . Conventional organic matrices cause thermal fragmentation of polyanionic oligosaccharides through the loss of sulfur trioxide (SO3) groups [90] . Thus, oligosaccharides are usually derivatized to suppress the fragmentation. A guanidinium salt of CHCA allowed the direct analysis of underivatized oligosaccharides with very low fragmentation. Suitable ILMs could significantly suppress fragmentation [90] .
Conventional organic matrices lack high reproducibility compared to ILMs (Figure 2 ). The ion intensities of the oligosaccharide maltoheptaose using 2,5-DHB butylamine (DHBB, black squares) showed stable signal intensities and low relative standard deviation compared to the corresponding signals obtained with a conventional matrix DHB (grey circles) (Figure 2 ) [86] . The quantification analysis using MALDI-MS requires: (1) controlled and stable total ion current (TIC); (2) constructing a calibration curve by plotting the ion ratio versus the analyte concentration; (3) keeping the matrix suppression below a critical value [95] . Compared to conventional organic matrices, ILMs showed a stable ion current and allowed the quantification analysis for several analytes, including peptides [88] , pyranose oxidase [150] , N-acylhomoserine lactones (AHL) [92] , and the environmental neurotoxin β-N-methylamino-L-alanine (L-BMAA) in brain tissue sections [123] . DHB-N-methylaniline (N-MA) and DHB-N-ethylaniline (N-EA) were used for the qualitative and quantitative analysis of carbohydrates [101] .
Ionic liquid matrices were applied for several analytes, including proteins, peptides, oligonucleotides, and phospholipids. They offer the broadest applicability to a wide range of biomolecules [86] . They can ionize the different analytes in a mixture without observable ion suppression.
The melting point of ILs is below room temperature. Thus, ILs remain in liquid state even after the solvent evaporates [151] . The liquid state of ILMs allowed the in situ extraction of analyte species and improved the performance of ILMs [121] .
Ionic liquid matrices can be used as matrices, modifiers, additives, and co-solvents [81, 152] . These applications ensure high performance of ILMs. They reduce the use of chemicals and provide green technologies. They can be used for applications, such as microextraction and separation, which improve the analysis for MALDI-MS.
Ionic liquid matrices (ILMs) have a low vapor pressure and show high stability under vacuum. They show a very low tendency to sublimation. They offer homogeneous spots under vacuum, high ion peak intensity, and clean spectra [78] . The quantification analysis using MALDI-MS requires: (1) controlled and stable total ion current (TIC); (2) constructing a calibration curve by plotting the ion ratio versus the analyte concentration; (3) keeping the matrix suppression below a critical value [95] . Compared to conventional organic matrices, ILMs showed a stable ion current and allowed the quantification analysis for several analytes, including peptides [88] , pyranose oxidase [150] , N-acylhomoserine lactones (AHL) [92] , and the environmental neurotoxin β-N-methylamino-L-alanine (L-BMAA) in brain tissue sections [123] . DHB-N-methylaniline (N-MA) and DHB-N-ethylaniline (N-EA) were used for the qualitative and quantitative analysis of carbohydrates [101] .
Ionic liquid matrices (ILMs) have a low vapor pressure and show high stability under vacuum. They show a very low tendency to sublimation. They offer homogeneous spots under vacuum, high ion peak intensity, and clean spectra [78] .
Applications of Ionic Liquids for Microextraction Using Matrix Assisted Laser Desorption/ Ionization Mass Spectrometry
Ionic liquids can be also applied as solvents for microextraction using MALDI-MS ( Table 2 ). The use of ILs improves the detection using MALDI-MS. The microextraction improves sample spotting, enhances the sensitivity, offers higher selectivity, and decreases ion suppression caused due to undesirable species in a mixture. Table 2 . Extraction and separation using ionic iquids prior to analysis for matrix assisted laser desorption/ionization mass spectrometry. [ [129]
ILs
Notes: DLLME: dispersive liquid-liquid microextraction; LLME: liquid-liquid microextraction; SPE: Single-pot extraction-analysis; TLC: Thin-layer chromatography; LOQ: limits of quantification.
α-cyno-4-hydroxycinnamic acid-butylamine (CHCAB) was used as a solvent and a matrix for extraction and ionization of phospholipids from food samples (soybean) using dispersive liquid-liquid microextraction (DLLME) prior to analysis using MALDI-MS (Table 2 ) [153] . The data showed 8-125-fold improvements in signal intensities after microextraction (Table 2) .
Ionic liquids have affinity for coordination to metal cations. Uranyl nitrate was extracted using tributylphosphate (TBP) as UO 2 (NO 3 ) 2 ·2TBP prior to analysis using ESI-MS and MALDI-MS (Table 2 ) [154] . The analysis showed high sensitivity and simple sample preparation and can be extended to additional metal ions.
Room temperature ionic liquids (RTILs) tetraalkylphosphonium (PR 4 + ) cations ferulate (FA), CHCA, and 2,5-DHB anions allowed the separation of dyes from textiles, the extraction of dyes from aqueous solutions, and the identification of dyes using MALDI-MS in a single experimental step ( Figure 3 ) [156] . The use of PR 4 + -based ionic liquids allowed the detection of small-molecule dyes without the addition of a traditional solid matrix.
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Ionic liquids have affinity for coordination to metal cations. Uranyl nitrate was extracted using tributylphosphate (TBP) as UO2(NO3)2·2TBP prior to analysis using ESI-MS and MALDI-MS (Table  2 ) [154] . The analysis showed high sensitivity and simple sample preparation and can be extended to additional metal ions.
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The single-drop microextraction (SDME) approach using ILs allowed the extraction of pathogenic bacteria from aqueous samples for characterization by MALDI-MS (Figure 4) . Platinum nanoparticles mixed in 1-butyl-3-methylimidazolium hexafluorophosphate were used in an extraction drop (Table 2 ) [158] . The method requires simple mixing of ILs and platinum nanoparticles (Pt NPs) (Figure 4) . The separated drop is sufficient for analysis using MALDI-MS. 1-butyl-3-methylimidazolium hexafluorophosphate was applied to capture bacteria from yogurt samples prior to analysis using MALDI-MS [129] .
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Advantages of Ionic Liquids for Microextraction
The combination of organic matrices and organic bases offers custom-synthesized ILs (Table 2) . They can be custom-synthesized to be either miscible or immiscible with water or organic solvents. Thus, they are useful for liquid-liquid microextraction (LLME). The structure and functionality of the cations and anions control the water solubility of the RTIL. Most water-immiscible RTILs contain either PF6 -or bis[(trifluoromethyl)sulfonyl]imide anions.
Microextraction using ILs offers a nondestructive extraction of target analytes from a complicated mixture. The procedure of microextraction usually requires a small volume of ILs and other solvents, provides high-throughput analysis, and requires no addition of MALDI matrices or especial equipment. 
The combination of organic matrices and organic bases offers custom-synthesized ILs (Table 2) . They can be custom-synthesized to be either miscible or immiscible with water or organic solvents. Thus, they are useful for liquid-liquid microextraction (LLME). The structure and functionality of the cations and anions control the water solubility of the RTIL. Most water-immiscible RTILs contain either PF 6 -or bis[(trifluoromethyl)sulfonyl]imide anions.
Microextraction using ILs offers a nondestructive extraction of target analytes from a complicated mixture. The procedure of microextraction usually requires a small volume of ILs and other solvents, provides high-throughput analysis, and requires no addition of MALDI matrices or especial equipment.
Applications of Ionic Liquids for Analyte Separation Using Matrix Assisted Laser Desorption/Ionization Mass Spectrometry
Separation of a target analyte is usually needed before the analysis of a complicated mixture ( Table 2 ). The separation procedure prevents ion suppression caused by highly ionizing species. It is also used to resolve the species that have the same molecular weight.
The viscous ionic liquid 3-aminoquinoline/CHCA (3-AQ/CHCA) was used to separate the buffer components, peptides, and oligosaccharides of a solution (Table 2 ) [159] . The method is simple, cheap, needs no external matrices, and offers green technology (Table 2) .
Cationic IL-modified magnetic nanoparticles (CILMS) were used to separate pathogenic bacteria prior to identification using MALDI-MS ( Figure 5 ) [160] . The separation procedure employed an external magnetic field and required a very short time for extraction. The presence of positive charges on the surface of the magnetic nanoparticles (MNPs) strengthened the interactions with the negative charges of the bacteria cell walls. CILMS nanoparticles enhanced the signal-to-noise ratios and offered low LOD.
Thin-layer chromatography (TLC) was used for the fast separation of small compounds prior to direct on-spot analysis using MALDI-MS [161] . The method using UV-absorbing ILMs offered nearly "matrix-free" mass spectra.
Advantages of Ionic Liquids for Separation
Ionic liquids have unique properties, such as negligible vapor pressure, good thermal stability, tunable viscosity, and miscibility with water and organic solvents, as well as good extractability of various organic compounds and metal ions [162] . Analyte separation using ILs is fast, requires no special equipment, and is compatible with MALDI-MS. ILs can be used as solvents and matrices at the same time. 
Challenges and Remarks
The analysis of nonvolatile and thermal labile biomolecules using MALDI-MS is promising for clinical and real-sample analyses. However, there are no general rules for predicting the suitability of ILs as a matrix. The optimization of ILs is a trial-and-error experiment. Therefore, it is often necessary to test a range of ILMs with different sample preparation methods to find the suitable conditions. Furthermore, the base:acid ratio may affect the material performance. The optimization of the molar ratio is highly required.
The applications of ILs for microextraction and separation are still in the infancy stage. Further investigations are highly required. The optimization of microextraction and separation is highly required for high efficiency. The presence of impurities in ILs may influence their properties. These impurities may cause ion suppression or interference peaks in the spectra. New synthesis methods with high purity are highly demanded.
The role of additives such as TFA or phosphoric acid is not fully understood. These additives can improve the performance of ILs and can add more functions to the ILs. The presence of these 
The role of additives such as TFA or phosphoric acid is not fully understood. These additives can improve the performance of ILs and can add more functions to the ILs. The presence of these additives can improve sample preparation, increase sensitivity, and may offer better selectivity. They can also reduce the fragmentation of thermal labile species and reduce the laser energy.
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